File 2 Expression of TLR transcripts and proteins in human IPE and RPE.
Human IPE (lane 1) and RPE (lane 2) from the same donor were cultured to
confluence and expression of TLR1 to TLR10 genes and proteins was investigated
by reverse transcription PCR (A) and Western blotting (B) using specific human
TLR1 to 10 primers and antibodies, respectively. M= 100 bp DNA ladder (100, 200,
300, 400, 500, up to 1000 bp from bottom to top). TLR mRNA expression was
measured by densitometry and normalised against GAPDH which served as a
loading control. Normalised TLR mRNA expression levels are presented as mean *
SD (N=3) (C). Two-way ANOVA and Bonferroni’s multiple comparison test were
used to analyse the data, * p< 0.05, ** p< 0.01. Expression of TLR7 mRNA (A);
TLR8 and 10 proteins (B) were not detected in both IPE and RPE. Results are

representative of three experiments.

A B

M 1 2 ! 2

~ IPE RPE
TLR1 (340 bp) TLR1 s @ 75 kDa

M 1 2

TLR2 s e 75kDa

TLR2 (191 bp)

=15 13 TLR3 &l @ 120kDa
TLR3 (320 bp)

= TLR4 Gl @il 75kDa

M 1 2

‘ TLRS (mmes @ 95kDa
TLR4 (264 bp)

M 1 2 TLR6 e e 92 kDa

[
TLRS5 (351 bp)

TLRO «smws e 120 kDa

M 1 2

E GAPDH W @@ 36 kDa
TLR6 (337 bp)

C

M 1 2

e E

M 1 2

e i

mRNA level (TLRs/GAPDH)

N O o A @ @ O
M 1 2 «V@&V&«V@&V@«V&«Véo«&«&w@,\\?b

o
®

i TLR transcripts
TLRI10 (478 bp)
’ P - PE

3 RPE
M 1 2

e .

o o g
Y @

o

Expression level (ratio)

0.0
DD L LP D P D P @S
RERTRTRE RS R R R R &

TLR proteins



